The tube assay has been modified from that described previously (Tennant and Withey, 1972) by decreasing the phosphate buffer concentration to 0-075 M (Tennant et al., 1974) . Chloramphenicol (10 mg/l) was added as a solution of Chloromycetin (Parke Davis Ltd. Pontypool, Gwent) in ethanol. Assay medium was prepared in the laboratory (Baker et al., 1959) . A chloramphenicol-resistant strain of Lactobacillus casei subsp. rhamnosus (NCIB 11295), derived from NCTC 10302 (Tennant, 1977) , was used for the tube assays. It has been shown that this strain gives results similar to those of other strains in more common use (Tennant et al., 1974) . The bacteria were subcultured into 'inoculum bottles' (Tennant et al., 1974) , and the cultures were grown for 24 hours at 37°C before being used, unwashed, to seed the assay medium. Standards were prepared by diluting a pteroyl glutamic acid (PteGlu) stock solution (10 mg/I) to give a range of 0-10 ,tg/l.
A fully automated continuous-flow method was used in which the growth response of L. casei (NCIB 11295) was estimated by measuring the rate of Received for publication 20 April 1977 reduction of 2, 3, 5, triphenyl tetrazolium chloride (Tennant, 1977) . Standard PteGlu solutions were prepared as for the tube assay. BBL Folic Acid PGA Broth (Becton Dickinson Ltd, Wembley, Middlesex) was used in this method.
The radioassay kit (The Radiochemical Centre, Amersham, Bucks, UK) utilised 75Se labelled folate (Johnson et al., 1977) . Supernatants were counted on a Wallac 300 gamma counter (LKB, South Croydon, Surrey, UK) and the results were calculated as recommended (Radiochemical Centre, 1976 ficients of variation of the batch means by the three methods.
Comparison of cost
The time taken to perform the radioisotope method by the suggested protocol (Radiochemical Centre, 1976 ) and the tube assay were similar. Both methods involved a day's work from reception of the samples to calculation ofthe results although neither allowed the assay to be completed during one day. The practical size of a tube assay batch was potentially much larger than one with the radioisotope method as used. The automated method involved less than half the technician time of the other two methods. The cost of consumable materials used in assaying 100 samples (with necessary standards and controls) are set out in Table 2 . The difference in the cost of consumables was small between the two microbiological methods. The cost of these methods was reduced by preparing medium in the laboratory. The cost per sample of using radioisotope kits was between 10 and 30 times greater than with the automated technique. A direct comparison of these techniques with the tube assay was not made bacause the cost of cleaning glassware was difficult to assess fairly.
The capital cost of installing these methods would Present interest in new methods of folate estimation is due partly to a belief that microbiological assays suffer from certain drawbacks, including poor between centres correlation, unreliability (particularly because growth of the organism is subject to inhibition by antibiotics), and high interassay variation. Wider understanding of the bacteriology of the assay systems and uniformity of factors such as the strain of organism employed (Tennant et al., 1974) will help to eliminate differences in the results from laboratory to laboratory. The effect of antibiotics on the growth of L. casei is well known, and affected specimens can be identified, and in most cases correct answers obtained, by using a two-point parallel line assay (Tennant and Withey, 1972; Scott et al., 1974) . The problem of antibiotics has been greatly reduced by the automated method (Tennant, 1977) .
It appears that the advantages of using radioisotopes to measure serum folate have been somewhat exaggerated. The time involved and the accuracy obtained are roughly comparable to those of a normal microbiological tube assay but the cost is considerably higher.
We thank Miss C. E. Peake and Mrs M. E. Davies for technical assistance. Scott, J. M., Ghanta, V., and Herbert, V., (1974 Letter to the Editor Assay of antibacterial drugs using Bacillus stearothermophilus fn the description of the rapid microbiological gentamicin assay (Wahlig and Holt, 1976) it is suggested thattheBacillus stearothermophilus method could have wide applications. It is also suggested that the method is simple, accurate, and fast in both technical time and result. We have investigated this method and do not agree. Sixteen specimens of serum spiked with known amounts of gentamicin were prepared from either known potency material or were samples used in previous quality control surveys: they ranged from 125 mg/l to 20 mg/I. The specimens were assayed by the acetylase method (Haas and Davies, 1973) or by the method described by the instructions in the Merck Refobacin-Test. Using the same analysis as used in the Public Health Laboratory Service quality control survey (Reeves and Bywater, 1975) the mean per cent error plus two standard deviations was 33 3 for the microbiological test and 21-3 for the acetylase method. Thus the microbiological method would fall into the 'poor' group.
There were other problems using the high temperature method: (a) there was a tendency for the media to dry out; (b) getting the plates to float was not very easy; (c) the high humidity led to excess moisture being present and on several occasions the discs were washed off; (d) we found that the method took two hours to perform before incubation and considerable technical expertise was needed to set it up; (e) in our hands, no growth was visible for four hours in comparison with a total time to perform the acetylase method of 11-2 hours. We are also surprised by the technical difficulties met by Drs Wise and Andrews. In our hands the plates, plastic of course, float readily on water, growth appears quite obviously well within three hours, and during this time the plates do not become excessively damp nor do the discs float off. The length of preparation time required by these workers seemed to us very excessive and may be attributable to their unfamiliarity with this method. The obvious advantages of the high temperature method are not mentioned in their letter.
When writing this paper we recognised that the method and its variations reported by us would probably appear unorthodox and even heretical to some workers; microbiological assay procedures, of which we have between us over 50 years' continuous clinical experience, are notoriously subject to personal views and prejudices. Nevertheless we felt that a simple and rapid method, however unusual in technique, which gave reliable and accurate results in our and other experienced hands, should be available for workers in the field. 
